Supplemental Experimental Procedures
Antibodies & Sources-Ki-67, PECAM-1, and Tie2 (BD Pharmingen); rictor (Sarbassov et al., 2004) ; mLST8 (Kim et al., 2003) ; FOXO3 T32 (gift from Anne Brunet, Stanford University); mTOR, total PKCα (Santa Cruz); phospho-S6K1 T229 (R&D Systems);
raptor, Akt, phospo-Akt S473 , phospho-Akt T308 , S6K, phospo-S6K T389 , phospho- 4E-BP1  T37/46 , phospho-4E-BP1  S65 , total 4E-BP1, phospho-TSC2  T1462 , phospho-TSC2   S939   , total TSC2, total FOXO3a, phospho-GSKβ S9 , total GSK3β, phospho-PKC (pan) (βII Ser660), total PKCα (Cell Signaling).
Imaging-Blastocysts were viewed with a Zeiss Axiovert 40 CFL and imaged using a Canon Power Shot G5. Other embryos were imaged with a Leica MZ12 using Spot Advanced software. Processed histological specimens were analyzed with a Zeiss
Axioskop microscope equipped with a 10X eyepiece and an Axiocam HRC and images were captured with Axiovision software release 4.4. TUNEL stained sections were imaged using a Zeiss Axiovert 200M with a 10X eyepiece and Axiovision 4.4 software.
2 Figure S1 . Description of mTOR, raptor, mLST8, and rictor Targeted Alleles
Targeted ES cells of 129S5 origin were used to produce chimeric mice by blastocyst injection. Colonies were maintained on a mixed C57B6/129S5 background. mTOR, raptor, and mLST8 were generated in collaboration with Bristol Myers Squibb (BMS).
ES cells of 129P2 origin with a gene trap in RCTR were obtained from BayGenomics (http://baygenomics.ucsf.edu/) and used to produce chimeric mice by blastocyst injection. Colonies were maintained on a mixed Balbc/C57B6/129P2 background.
Targeting constructs (left) and corresponding examples of PCR genotyping results (right) are shown. Sequences of primers used for genotyping appear in Table S1 . The gene trap insertion was mapped to intron 3 of the rictor gene by 5' RACE. We subsequently used the following PCR-based strategy to map the exact site of insertion: Forward primers spaced 5 Kb apart that span intron 3, and a reverse primer that recognizes a short sequence in the 5' end of the trapping cassette, were generated. Using the Elongase® Amplification System (Invitrogen) we screened to find a forward and reverse primer pair that would amplify a DNA fragment, marking the rough location of the insert (i.e. to within 5KB). Once we localized the insertion site, we moved the forward primer closer to the reverse primer until we obtained a DNA fragment small enough for direct sequencing. All of the primers described in this report were generated by Integrated 6 Table S1 .
Sequences of Primers Used for Genotyping
Symbol in Figure S1 Alternative name (for laboratory use)
Sequence ( 
